Abstract − Phytochemical investigation of 80% MeOH extract of the aerial parts of Capsella bursa-pastoris yielded fourteen compounds (1 -14). The structures of the compounds were elucidated by spectroscopic methods to be methyl-1-thio-β-D-glucopyranosyl disulfide (1), 10-methylsulphinyl-decanenitrile (2), 11-methyl-sulphinylundecanenitrile (3), 1-O-(lauroyl)glycerol (4), phytene-1, 2-diol (5), (3S,5R,6S,7E)-5,6-epoxy-3-hydroxy-7-megastigmen-9-one (6), loliolide (7), β-sitosterol (8), 3-hydroxy-1-(4-hydroxy-3-methoxyphenyl)-1-propanone (9), 1-feruloyl-β-D-glucopyranoside (10), pinoresinol-4'-O-β-D-glucopyranoside (11), luteolin (12), quercetin-3-O-β-D-glucopyranoside (13), and luteolin 6-C-β-glucopyranoside (14). Although compound 1 was reported as synthetic compound, 1 was first isolated from natural source. NMR spectral data assignments of 1, 2 and 3 were reported for the first time, and compounds 1 -14 were for the first time reported from this plant source. The antiinflammatory effects of 1 -14 were evaluated in lipopolysaccharide (LPS)-stimulated murine microglia BV-2 cells. Compounds 12 exhibited strong inhibitory effects on nitric oxide production in LPS-activated BV-2 cells with IC 50 values of 9.70 µM.
Introduction
Capsella bursa-pastoris (L.) Medik (Cruciferae), commonly known as Shepherd's purse, is widely distributed throughout the world. 1 The root of this plant was edible and has been used in Korean folks medicine for the treatment of edema and hypertension.
2 Previous phytochemical investigation on this plant reported the isolation of flavonoids, terpenoids and phenolic compounds, [2] [3] [4] with their biological studies, such as anti-microbial, antibacterial, anti-tumor, and liver catalase activities. [5] [6] [7] As parts of our search for biologically active compounds from Korean natural plant sources, we investigated the constituents of the aerial parts of C. bursa-pastoris and reported the isolation of phenolic glycosides and their anti-inflammatory effects. 8 In our continuing study on this plant source, we further isolated fourteen compounds, including three sulfur compounds (1 -3) . The structures of these compounds were elucidated by physicochemical and spectroscopic methods. The isolated compounds (1 -14) were evaluated for their potential inhibitory effects on NO production in LPS-activated microglia BV-2 cell line.
Experimental
General experimental procedures -Melting point was determined on Gallenkamp melting point apparatus. Optical rotations were measured on a Jasco P-1020 polarimeter in MeOH. IR spectra were recorded on a Bruker IFS-66/S FT-IR spectrometer. HR-FAB-MS spectra were obtained on a JEOL JMS700 mass spectrometer. NMR spectra were recorded on a Bruker AVANCE III 700 NMR spectrometer at 700 MHz ( 1 H) and 175 MHz ( 13 C). Preparative high performance liquid chromatography (HPLC) was conducted using a Gilson 306 pump with Shodex refractive index detector and Phenomenex-Luna10u-silica-(2) column (250 × 10.00 mm) or YMC J'sphere ODS-M80 column (250 × 10.00 mm). Low-pressure liquid chromatography (LPLC) was carried out on a Merck LiChroprep Lobar ® -A RP-C 18 and Si 60 column (240 × 10 mm) with an FMI QSY-0 pump (ISCO). Silica gel 60 (Merck, 70 -230 and 230 -400 mesh) and RP-C18 silica gel (Merck, 230 -400 mesh) were used for column chromatography. The packing material for molecular sieve column chromatography was Sephadex LH-20 (Pharmacia Co.). TLC was performed using Merck precoated Silica gel F254 plates and RP-18 F254s plates. Spots were detected by thin layer chromatography (TLC) under UV light or by heating after spraying with anisaldehydesulfuric acid.
Plant materials -Whole plants of C. bursa-pastoris (2.5 kg) were purchased from Anmyeon-Island, Chungcheongnam-do, Korea in March 2015. A voucher specimen (SKKU-NPL 1410) has been deposited in the herbarium Extraction and isolation -The whole plants of C. bursa-pastoris (2.5 kg) were extracted three times with 80% aqueous MeOH. The filtrate was evaporated under reduced pressure to give a MeOH extract (280 g), which was suspended in distilled water (800 mL) and solventpartitioned to given-hexane (33.0 g), CHCl 3 (5.0 g), EtOAc (4.0 g), and n-BuOH (26.0 g). The CHCl 3 layer (4.0 g) was chromatographed on a silica gel column (CHCl 3 -MeOH = 40:1 → 1:1) to yielded six fractions (C1-C6). Fraction C1 (1.1 g) was separated over a silica gel column (CHCl 3 -MeOH = 40:1 → 1:1) to give eight subfractions (C11-C18). Fraction C13 (248 mg) was subjected to Sephadex LH-20 column chromatography eluted with 100% MeOH as to give seven subfractions (C131-C137). Subfraction C137 (20 mg) was purified with a RP-C 18 prep HPLC (100% MeOH) to yield 5 (20 mg). Fraction C2 (671 mg) was separated on a silica gel column (CHCl 3 -MeOH = 100:1 → 1:1) to give eight subfractions (C21-C28). Subfraction C26 (207 mg) was chromatographed over RP-C 18 silica Lobar Measurement of nitric oxide production and cell viability − BV 2 cells were plated into a 96-well plate (3 × 10 4 cells/well). After 24 h, cells were pretreated with compounds 1 -14 for 30 min, and then stimulated with 100 ng/ml of LPS for another 24 h. Nitrite, a soluble oxidation product of NO, was measured in the culture media using the Griess reaction. The supernatant was harvested and mixed with an equal volume of Griessreagent (1% sulfanilamide, 0.1% N-1 napthylethylenediamine dihydrochloride in 5% phosphoric acid). After 10min, the absorbance at 570 nm was measured using a microplate reader. Sodium nitrite was used as a standard to calculate the NO2-concentration. Cell viability was assessed by a 3-[4,5-dimethylthiazol-2-yl]-2,5-diphenyl-tetrazolium bromide (MTT) assay. NG-mono-methyl-L-arginine (L-NMMA, Sigma, St.Louis, MO, USA), a well-known nitric oxide synthase (NOS) inhibitor, was tested as a positive control.
Result and Discussion
Structures of compounds 4 -14 were determined by comparing 1 H,
13
C NMR, and MS spectral data with those in the literatures to be 1-O-(lauroyl)glycerol (4), 9 phytene-1,2-diol (5), 10 (3S,5R,6S,7E)-5,6-epoxy-3-hydroxy-7-megastigmen-9-one (6), 11 loliolide (7), 12 β-sitosterol (8), 13 3-hydroxy-1-(4-hydroxy-3-methoxyphenyl)-1-propanone (9), 14 1-feruloyl-β-D-glucopyranoside (10), 15 pinoresinol-4'-O-β-D-glucopyranoside (11), 16 luteolin (12), 17 quercetin-3-O-β-D-glucopyranoside (13), 18 and luteolin 6-C-β-glucopyranoside (14) .
19 Compounds 1 -14 were first isolated from this sources. The following describes the structure elucidation of 1, which was first isolated from natural source, although it was reported as synthetic compound.
20
Since NMR spectral data of 2 and 3 have not been reported, the NMR data were explained and assigned ( C-NMR data were very similar to those of 2 except for an additional methylene group [δ H 1.25; δ C 28.7]. Thus, the structure of 3 was elucidated as11-methylsulphinyl-undecanenitrile.
22
Anti-inflammatory activity of the isolates (1 -14) was evaluated by measuring the levels of nitric oxide (NO) production in lipopolysaccharide (LPS)-activated microglia BV-2 cells. Compound 12 significantly inhibited NO levels with IC 50 value of 9.70 μM better than positive control (17.40 μM). Compounds 1 and 4 showed moderate NO product inhibitory (44.10 μM and 32.60 μM, respectively), but the other compounds showed little effects (Table 3) . The IC 50 value of each compound was defined as the concentration (μM) that caused 50% inhibition of NO production in LPSactivated BV-2 cells;
b Cell viability after treatment with 20 μM of each compound was determined by the MTT assay and is expressed as a percentage (%). The results are averages of three independent experiments, and the data are expressed as mean ± SD; c L-NMMA was used as a positive control
